Genetic variation among flowering cherries (Prunus subgenus Cerasus) was characterized by SSR markers developed from peach, sweet cherry and sour cherry, using a total of 144 individuals from 15 taxa. Twentyfive out of 85 SSR markers showed amplification in all tested samples, indicating that 29% of SSRs developed from related species could be transferred to flowering cherries. In contrast, 25 SSRs gave no amplification for any tested samples. The mean number of alleles per locus and the mean number of n e (the effective number of alleles per locus) assessed by 9 transferable SSRs were 17.3 and 7.3, respectively. All but 2 individuals were distinguished by 9 SSR loci. Genetic variation among flowering cherries was higher than that in peach and sweet cherry cultivars. On the other hand, the mean number of alleles per locus on each taxon ranged from 1.9 to 7.7, suggesting that each taxon accounted for a rather small part of the variation of flowering cherries. A phenogram of 144 individuals and a phenogram of 14 taxa based on SSR analysis were constructed. Many taxa were clustered in the sections to which they belong. Four taxa of section Incisae were closely related. Two taxa of section Apetalae were also closely related. P. maximowiczii and P. pendula f. ascendens were distant from the other Japanese taxa. These results were in good accordance with the morphological classification. We found the SSR markers developed from related species useful for evaluating the genetic variation and clustering flowering cherries.
Introduction
Flowering cherries are classified into the Prunus subgenus Cerasus in the family Rosaceae (Koehne 1913 , Rehder 1940 , Ohba 1992 . There are several kinds of taxonomic systems in Cerasus (Koehne 1913 , Rehder 1940 , Poyarkova 1941 , Yü and Li 1986 , Ohba 1992 , Kawasaki 2002 . In this study, we followed the Kawasaki's classification (2002) , which excludes the section Microcerasus from subgenus Cerasus.
Species of subgenus Cerasus are mainly distributed in the temperate climate zone of the Northern Hemisphere. Five species, including sweet cherry (Prunus avium L.) and sour cherry (P. cerasus L.), originated in the area from Europe to Western Siberia (Koehne 1913 , Kawasaki 2002 , while 3 species originated in North America (Koehne 1913 , Kawasaki 2002 . A large number of species belonging to the subgenus Cerasus are indigenous to East Asia. Nine species and 4 varieties are distributed in Japan (Kawasaki 1991) , whereas 33 species and 6 varieties are distributed in China (Yü and Li 1986, Kawasaki 1991) . Wild taxa of subgenus Cerasus in Japan are not grown for fruit production, but are mainly cultivated for flower-ornamental purposes. More than 200 flowering cherry cultivars, which originated from Japanese native taxa (Koidzumi 1913 , Miyoshi 1916 , have been documented in Japan (Kobayashi 1992) . In addition, some cultivars were bred by cross-pollination of P. campanulata distributed in Taiwan, and some cultivars were obtained by cross-pollination of P. pseudo-cerasus which originated in China (Kawasaki 1993) .
Flowering cherries are very popular plants around the world. On the other hand, wild populations and cultivars of flowering cherries are gradually decreasing. For example, P. incisa var. bukosanensis is presently on the brink of extinction by consumption of huge amounts of coal, and 25 cultivars might already be extinct (Kawasaki 1993) . It is feared that without protection, wild flowering cherries will continue to die out and valuable genetic resources will disappear. Therefore, it is important to understand the genetic diversity in order to conserve flowering cherries.
Various morphological characteristics have been studied in Japanese flowering cherries. Miyoshi (1934) reported that petal number, petal color and young leaf color were different in wild individuals of P. jamasakura. Extensive morphological diversity was observed in flower, leaf and fruit traits of P. lannesiana var. speciosa (Kawasaki 1966) . Several classifications based on morphological studies have been proposed for Japanese flowering cherries (Kawasaki 1991 , Kobayashi 1992 , Ohba 1992 . In these classifications P. incisa and P. nipponica are included in section Incisae and P. jamasakura, P. sargentii, P. verecunda and P. lannesiana var. speciosa in section Sargentiella. The other Japanese species, P. apetala, P. pendula f. ascendens and P. maximowiczii, are classified into the sections Apetalae, Microcalymma and Phyllomahaleb, respectively. However, there are many unclear points in the subgenus Cerasus, such as the exact relationships among taxa and the origin of many cultivars.
Genetic diversity has been investigated using SSR markers in fruit trees of the genus Prunus and the family Rosaceae such as peach (Dirlewanger et al. 2002 , Aranzana et al. 2003 , apricot (Zhebentyayeva et al. 2003) , pear (Kimura et al. 2002) and apple (Hokanson et al. 2001) . Genetic diversity was also assessed by molecular markers in fruit trees of the subgenus Cerasus such as sweet cherry (Mohanty et al. 2001 , Dirlewanger et al. 2002 and sour cherry (Cantini et al. 2001) . Although the relationship between flowering cherry taxa has been investigated by restriction analysis of chloroplast DNA (Kaneko et al. 1986 ), RAPD analysis and nucleotide sequences in the ITS region (Lee and Wen 2001) , there were not enough individuals to discuss the relationship of flowering cherries. Allelic diversity of S-RNase has been examined in wild populations of P. lannesiana var. speciosa, a species of flowering cherry (Kato and Mukai 2004) . There have been no reports using molecular markers in other flowering cherry taxa. Therefore, it is necessary to conduct a molecular genetic approach in order to understand the genome diversity in flowering cherry taxa.
SSR markers have been utilized to evaluate genetic diversity in plants as well as mammals because of their high degree of polymorphism, abundance in genomes, codominance and suitability for automation (Dallas 1992 , Powell et al. 1996 , Jarne and Lagoda 1996 . On the other hand, the development of SSR markers is cost-and laborintensive. No SSR markers have been reported in flowering cherries, while a large number of SSR markers have been developed in fruit trees of Prunus such as peach (Cipriani et al. 1999 , Sosinski et al. 2000 , Testolin et al. 2000 , sweet cherry (Cantini et al. 2001) and apricot (Lopes et al. 2002) . SSR markers from peach have been used to characterize the genetic diversity of sweet cherry cultivars (Dirlewanger et al. 2002 , Wünsch and Hormaza 2002 , Schueler et al. 2003 . By comparisons of genetic linkage maps obtained from different species, the genomic structure was found to be highly conserved in Prunus (Joobeur et al. 1998 , Wang et al. 1998 , Yamamoto et al. 2001 . Therefore, it appeared that SSR markers developed from peach, sweet cherry and apricot could be transferable to other species belonging to Prunus.
In this study, we tested SSR markers developed from peach, sweet cherry and sour cherry in order to clarify genetic variation inter-and intra-taxa of flowering cherries. Genotypes of 144 individuals from 15 taxa from 11 species distributed in East Asia were identified by 9 transferable SSR markers. Then, the taxonomical relationship among flowering cherries was examined based on genetic identity and genetic distance.
Materials and Methods

Plant materials
A total of 144 individuals were used from 15 taxa 11 species in the subgenus Cerasus in this study (Table 1) . Thirteen of these taxa occur in Japan. The remaining 2 taxa, i.e., P. campanulata and P. cerasoides, are distributed in Taiwan and Nepal, respectively. One hundred and nineteen individuals were collected from wild populations, whereas 25 individuals were obtained from botanical gardens (Tama Forest Science Garden, Ishikawa-ken Forest Experiment Station and Tsukuba Botanical Garden). Both branches for specimens and leaves for DNA extraction were collected from all individuals. Leaves for DNA extraction were frozen or dehydrated immediately after collection. Taxonomical identification based on the morphological characteristics of the flowering cherries was conducted in co-operation with the late Mr. T. Kawasaki. All specimens are kept in the herbarium of the Forestry and Forest Products Research Institute's Tama Forest Science Garden (Tokyo, Japan).
DNA extraction
Fifty mg of leaves preserved in a freezer was soaked in ethanol overnight and ground into a powder. In the case of dehydrated leaves, 30 mg of dehydrated tissue was crushed into a powder in a 1.5 ml tube. Then, 1-1.5 ml of IB buffer (10% polyethylene glycol, 0.35M sorbitol, 0.1M Tris-HCl, pH 7.5-8.0, 1% 2-mercaptoethanol) was added to the ground leaf and was agitated. After centrifugation (10,000 rpm, 10 min, 4°C), the aqueous phase was discarded and then 1-1.5 ml of LB buffer (0.35M sorbitol, 0.1M Tris-HCl pH 7.5-8.0, 1% 2-mercaptoethanol) was added and agitated. The mixture was centrifuged at 10,000 rpm for 10 min at 4°C, and then the aqueous phase was discarded. The obtained sample was washed with IB buffer 2-4 times until the aqueous phase after centrifugation became clear. The sample was washed with LB buffer again. Then, 800 µl of DNA extraction buffer (50 mM Tris-HCl, pH 7.5-8.0, 20 mM EDTA, 0.7M NaCl, 0.4M LiCl, 1% CTAB, 1% PVP 40, 20% sodium dodecyl sulfate, 1% 2-mercaptoethanol) (Lefort and Douglas 1999) was added to the washed sample and incubated for 15 min at 65°C. During incubation, the mixture was gently agitated every 4-5 min. After incubation, 400 µl of chloroform/ isoamylalcohol (24 : 1) was added and mixed thoroughly. After centrifugation (10,000 rpm, 5 min, 4°C), the upper aqueous phase was transferred to a new 1.5 ml tube. An equal volume of isopropanol was added and mixed well. The tube was centrifuged (15,000 rpm, 5 min, 4°C) and the supernatant was discarded. The obtained DNA pellet was dissolved in TE (10 mM Tris-HCl, pH 7.5-8.0, 2 mM EDTA) for 10 min at 65°C, Then 300 µl of phenol/chloroform (1 : 1) was added and agitated. The mixture was centrifuged (15,000 rpm, 10 min, 4°C) and then the aqueous phase was transferred to a new 1.5 ml tube. Nine hundred µl of ethanol and 30 µl of sodium acetate (3M) were added for DNA precipitation. The DNA separated by centrifugation (15,000 rpm, 10 min, 4°C) was washed with 70% ethanol. The DNA pellet was dried in a vacuum dryer and then dissolved in 1/10TE for 5-10 min at 65°C. Subsequently the DNA solution was purified through a column of Sephadex G-50 DNA Grade M (Amersham) at 4°C.
SSR analysis
Eighty-five SSR markers developed from peach and cherries were tested on flowering cherries (Table 2 ). Eight to twenty individuals from 8-10 taxa were used for cross species transportability test. PCR amplification was performed in a 10 µl solution of 10 mM Tris-HCl (pH 8.3), 50 mM KCl, 1.5-2.25 mM MgCl 2 , 0.01% gelatin, 0.2 mM each of dNTPs, 10 pmoles of each forward primer labeled with fluorescent chemical (FAM or TET or HEX) and unlabeled reverse primer, 10 ng of genomic DNA, and 0.5 unit of Taq polymerase (Invitrogen, USA). The PCR profile consisted of an initial denaturation for 4 min at 94°C followed by 35 cycles of 1 min at 94°C, 1 min at 50°C, 1 min at 72°C, and a final extension of 4 min at 72°C.
The PCR products of each SSR locus were separated and detected using a PRISM 377 DNA sequencer (PE Applied Biosystems, USA). The PCR products of SSR loci tested by 20 individuals were electrophoresed with 8% polyacrylamide gels. The size of the amplified bands was calculated based on an internal standard DNA (GeneScan-350TAMRA, PE Applied Biosystems, USA) using GeneScan software (PE Applied Biosystems, USA). One hundred and forty-four individuals of wild flowering cherries were investigated with 9 SSR markers (MA006b, MA007a, MA016b, UDP96-001, M4c, M6a, M9a, M13b and PMS67). Amplification and analysis were performed for all samples using the PCR method as described above. 1) Classification into sections is according to Kawasaki (1991) .
2) Symbol and plant number are shown in Figure 2 .
3) Individuals of unknown locality are maintained in Tama Forest Science Garden, Ishikawa-ken Forest Experiment Station and Tsukuba Botanical Garden, but their exact locality is unknown.
Data analysis
The observed heterozygosity (H o ) was estimated for microsatellite loci and for taxa in flowering cherries using CERVUS version 2.0 software (Marshall et al. 1998) . H o was calculated as a ratio showing the heterozygous genotypes scored at each locus. The effective number of alleles per locus (n e ) was calculated according to the formula: n e = 1 / Σx i 2 where x i is the i th allele of each SSR locus (Kimura and Crow 1964) . The coefficient of genetic differentiation (F ST ) (Weir and Cockerham 1984) between taxa was calculated using FSTAT version 2.9.3 software (Goudet 1995) . A phenogram of 144 individuals was constructed using UPGMA (unweighted pair-group method using arithmetic averages) based on Nei's genetic identity (Nei and Li 1979) . A phenogram of 14 taxa was also constructed using UPGMA based on obtained F ST as the genetic distance except for P. incisa var. bukosanensis. The program NTSYS-pc, ver. 2.01 (Rohlf 1998 ) was used to construct the phenogram.
Results and Discussion
SSR amplification in flowering cherries
Twenty-five of the 85 SSR markers (29%) developed from peach and cherry showed amplification in all tested samples (Table 3 and Fig. 1 ). These 25 SSR markers (denoted by underline in Table 2 ) showed polymorphism and were used for further genetic analysis. The obtained SSR-PCR products showed a similar size range to those from peach and cherry, indicating that the 25 SSR markers were efficiently applicable to flowering cherries. Thirty-five SSR markers (41%) showed amplification in some samples (Table 3) . A total of 60 SSR markers showing amplification (71%) were thought to be transferable to flowering cherries. On the other hand, 25 SSR markers (29%) gave no amplification.
Sixty-nine percent (49 out of 71) of the SSR markers developed from peach produced amplified bands, while 79% (11 out of 14) of the SSR markers developed from cherry did. Sixty-three percent (37 out of 59) of the SSR markers developed from peach genomic DNA gave amplification, while all 12 SSR markers developed from peach fruit cDNA did. SSR markers developed from peach fruit cDNA and cherry showed higher transferability than those developed from peach genomic DNA. The high transferability of SSR markers developed from peach fruit cDNA may have been due to the conserved nucleotide sequences of genes expressed in the fruit of Prunus. Another reason may be that one or both sides of the primer were designed on the nucleotide sequences of structural gene . The high transferability of SSR markers developed from cherry indicated that sweet cherry and sour cherry, classified into the subgenus Cerasus, were closely related to flowering cherries. Cipriani et al. (1999) investigated the transferability of 17 SSR markers developed from peach for fruit tree species of Prunus. Cipriani et al. (1999) showed that the ranges of transferable SSR markers were 82% (almond) -94% (nectarine) in subgenus Amygdalus, 76% (apricot and Japanese plum) -82% (European plum) in subgenus Prunus and 71% (sour cherry) -76% (sweet cherry) in the subgenus Cerasus. SSR markers developed from peach were also tested on sweet cherry, in which 71% to 90% of SSR markers showed amplification (Dirlewanger et al. 2002 , Wünsch and Hormaza 2002 , Schueler et al. 2003 . In this study, 69% of the SSR markers developed from peach were transferable to flowering cherries, and the ratio was similar to sour cherry and sweet cherry. Therefore, SSR markers developed from peach were useful for genetic study of flowering cherries.
Genetic variation evaluated by SSR markers
A total of 144 individuals were analyzed using 9 SSR markers in order to investigate inter-and intra-taxa variation of flowering cherries. Nine SSR markers were chosen due to their different degrees of polymorphism and their different positions on the genetic linkage map. Four SSR markers (MA006b, MA007a, MA016b and UDP96-001) were developed from peach genomic DNA, 4 SSRs (M4c, M6a, M9a and M13b) were developed from peach fruit cDNA and one SSR (PMS67) was developed from sweet cherry genomic DNA. Since all but 2 individuals were distinguished by 9 SSR markers, it was thought that the SSR markers developed from peach and cherry were effective for distinguishing wild individuals of flowering cherries. The number of alleles per locus ranged from 4 for M13b to 36 for M6a, with an average value of 17.3 (Table 4 ). The effective number of alleles per locus (n e ) ranged from 1.8 for M13b to 16.6 for MA007a, with an average value of 7.3. The observed heterozygosity (H o ) for individual loci ranged from 0.06 for M13b to 0.88 for MA007a, with an average value of 0.48.
The mean number of alleles per locus, the mean number of n e and H o were 17.4, 7.0 and 0.46, respectively at 7 loci (MA006b, MA007a, MA016b, M4c, M6a, M9a and M13b) in flowering cherries (Table 4) . On the other hand, the mean number of alleles per locus and H o were 3.5 and 0.11, respectively at the same 7 loci in indigenous or old crossbreeding peach accessions . The number of alleles at the UDP96-001 locus was 11 in flowering cherries with the n e of 6.1, whereas there were 2-6 alleles in peach, nectarine and sweet cherry (Cipriani et al. 1999 , Testolin et al. 2000 , Schueler et al. 2003 . This suggested that wild individuals of flowering cherries have a high degree of polymorphism. These SSR markers will be effectively used to distinguish flowering cherry cultivars to resolve synonym and homonym and to conserve cultivars.
Morphological variation in Japanese flowering cherries has been studied and high degree of diversity have been found. Wild individuals of P. jamasakura showed high degree of variation in the color of young leaves, the color of petals and the number of petals (Miyoshi 1934) . Morphological diversity was also observed in the flowers, leaves and fruit of wild individuals of P. lannesiana var. speciosa (Kawasaki 1966) . A high degree of polymorphism was observed at the SSR loci in this study, suggesting that wild taxa of flowering cherries have extensive diversity not only morphologically but also genetically.
Characteristics of flowering cherry taxa assessed by SSR markers
The mean number of alleles per locus ranged from 1.9 for P. campanulata to 7.7 for P. incisa, with an average value of 4.4 (Table 5 ). The mean number of n e ranged from 1.7 for P. lannesiana var. speciosa and P. campanulata to 5.0 for P. incisa, with an average value of 2.9. The mean of H o Fig. 1 . Amplified fragment patterns in 6 samples at the SSR M4c.
Lanes 1 to 6 display amplified products of the following samples of taxa. Lane 1: Prunus maximowiczii, 2: P. sargentii , 3: P. verecunda , 4: P. incisa , 5 and 6: P. pendula f. ascendens. for each locus ranged from 0.26 for P. campanulata to 0.68 for P. incisa var. kinkiensis, with an average value of 0.45. The mean number of alleles per locus and the mean number of n e were rather high in section Incisae. The mean number of alleles per locus was 6.2 for section Incisae, while 3.9 for section Sargentiella. The mean number of n e was 4.0 for section Incisae, while 2.6 for section Sargentiella. These results suggested that there were distinct differences in the degree of genetic variation between taxa. These results may be important to discuss the phylogenetic relationships among taxa. The mean number of alleles per locus and the mean number of n e in 144 individuals were 17.3 and 7.3, respectively. On the other hand, the mean number of alleles per locus and the mean number of n e in each taxon were 4.4 and 2.9, respectively. It was thought that variation of intra-taxon was small compared to the inter-taxon variation of tested flowering cherries. Therefore, not only specific taxa but also many taxa must be conserved in order to keep genetic diversity. SSR markers will be useful to select individuals for conservation of genetic diversity.
There were some alleles that could distinguish some taxa from other taxa. For example, 2 alleles (102 bp and 105 bp) at MA016b locus were peculiar to P. maximowiczii (data not shown), while the allele of 96 bp at MA016b locus was peculiar to P. cerasoides. The allele of 99 bp at MA016b locus was found in P. pendula f. ascendens and two individuals of P. nipponica. All individuals of P. pendula f. ascendens were homozygote (99/99 bp) at the MA016b locus. An allele of 142 bp at the MA006b locus was observed in P. campanulata and P. cerasoides. All individuals of P. cerasoides were homozygote (142/142 bp) at the MA006b locus.
Taxonomical relationship of flowering cherry evaluated by SSR markers
A phenogram of 144 individuals was constructed based on genetic similarity by 9 SSRs (Fig. 2) . All individuals of P. lannesiana var. speciosa, P. jamasakura, P. pendula f. ascendens, P. campanulata, P. maximowiczii and P. cerasoides were separately clustered into 6 groups on the phenogram, which corresponds to each taxon. All but some individuals of P. apetala, P. sargentii, P. incisa var. alpina, P. nipponica and P. verecunda were clustered in each taxon. On the other hand, individuals of P. incisa and P. incisa var. kinkiensis were included in different groups.
All individuals of P. maximowiczii were grouped into the same cluster, but it was positioned distant from the other taxa, indicating that P. maximowiczii is genetically rather different from other taxa. Similarly, 20 individuals of P. cerasoides grouped together were also distant from other taxa, reflecting genetical and geographical differences. The clusters of P. pendula f. ascendens and P. campanulata were also genetically distant from other Japanese flowering cherries. Individuals of P. lannesiana var. speciosa and that of P. jamasakura were grouped together. One individual of P. apetala var. pilosa was included in the cluster of P. apetala, while another was included in the cluster of P. nipponica. Only one individual used from P. incisa var. bukosanensis was included in the cluster of P. incisa. Figure 3 shows the relationships among taxa in a phenogram, based on the genetic distance of 14 taxa. P. maximowiczii and P. cerasoides were distant from the other taxa, as were P. pendula f. ascendens and P. campanulata. P. lannesiana var. speciosa and P. jamasakura, 2 taxa of section Sargentiella, were not grouped with P. sargentii and P. verecunda but were grouped together. P. sargentii and P. verecunda were closely related to sections Apetalae and Incisae. Four taxa of section Incisae were closely related, and 3 of their taxa were monophyletic. Two taxa of section Apetalae were also closely related. The phenogram of 144 individuals and the phenogram of 14 taxa showed similar relationships among taxa. P. maximowiczii, P. cerasoides, P. pendula f. ascendens and P. campanulata were distant from the other taxa in both phenograms. P. lannesiana var. speciosa clustered to P. jamasakura. P. sargentii and P. verecunda were closely related to section Apetalae and Incisae. In contrast, the relationships of section Apetalae, section Incisae, P. sargentii and P. verecunda were different in 2 phenograms. Individuals of 4 taxa of section Incisae were divided into some groups in the phenogram of 144 individuals, whereas these 4 taxa were closely related in the phenogram of 14 taxa.
Comparison of the relationship between morphological traits and SSR loci
The clusters of P. maximowiczii and P. cerasoides were the most distant from the other taxa assessed using SSR markers. Ohba (1992) classified P. maximowiczii into subsect. Phyllomahareb (Koehne) H. Ohba, which is separated from other Japanese taxa. P. maximowiczii has many unique characters such as no cut at the tip of petals, raceme and remnant large bract. The results of SSR analysis also indicated that P. maximowiczii showed a distant relationship to other Japanese taxa. P. cerasoides is distributed in the Himalaya Mountains in South China, Nepal and North India, and it blooms in autumn. Our result also reflects such geographical and genetical differences of P. cerasoides. The clusters of P. pendula f. ascendens and P. campanulata were also distant from many Japanese taxa in the phenogram. P. pendula f. ascendens is considerably different from other Japanese taxa based on morphological traits such as its pot-shaped calyx tube, elliptical shape of leaves and large number of lateral veins in the leaf blades. Restriction analysis of chloroplast DNA (Kaneko et al. 1986 ) and nucleotide sequences in the ITS region (Lee and Wen 2001) suggested that P. pendula f. ascendens is distantly related from other Japanese taxa. Our SSR analysis also indicated that P. pendula f. ascendens was distantly related. Four taxa of section Incisae were closely related to each other. This result is in good accordance with conventional classifications.
SSR analysis revealed that two taxa of section Sargentiella, P. sargentii and P. verecunda were a closely related to section Incisae and section Apetalae (Fig. 2 and 3) . That was not in agreement with the conventional classification. P. sargentii and P. verecunda showed more similarity to other taxa of section Sargentiella than section Incisae because of similar morphological traits such as serration of leaves and tree height. Since section Incisae was considered to have evolved from section Sargentiella, the relationship between P. sargentii and P. verecunda need to be examined to determine the origin of section Incisae. The SSR analysis and the morphological classification showed very similar taxonomical relationships, suggesting that SSR genotypes greatly reflect morphological characters.
We concluded that P. pendula f. ascendens and P. campanulata were distantly related to other Japanese taxa ( Fig. 2 and 3) . These 2 taxa have been used to develop some familiar cultivars together with P. lannesiana var. speciosa. P. pendula f. ascendens is ornamentally valuable, because young leaf spreads out after blooming and it becomes a big tree. P. campanulata is also ornamentally important, because of its deep pink petal color and early flowering time. Therefore, SSR markers are useful to clarify the origin of cultivars and their relationships. It was interesting that popular cultivars were developed from crosses between distantly related taxa. Analysis of the genetic variation and maternal origin on additional wild individuals and cultivars using chloroplast DNA markers should provide information useful for conserving genetic resources of flowering cherries and for breeding new cultivars.
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